Characterization of Glutathione Green

Cell Culture, Tissue Preparation and Imaging Experiments
(1) Cell Culture:
3T3 fibroblast cells were grown on cell culture Petri dished in Dulbecco's Modified Eagle Medium (Sigma) with 10 % newborn calf serum and 5 mM L-glutamine and 5 mg/mL gentamicin. Cell cultures were maintained in an incubator at 37 o C with 5% CO 2 . Cells were cultured in glass bottom, 96-well black plates for imaging experiment, 24-36 hour prior to conduction of experiments.
(2) Tissue preparation
Frozen tissue sections (10 m) were prepared on a cryostat and mounted on lysine coated slide glasses. After drying for 30 minutes at room temperature, the tissues were incubated with 2 M of Glutathione Green diluted in PBS for 1 hr and briefly washed with PBS. Then the tissues were mounted with PBS containing 1 µg/ml Hoechst 33342 and cover slipped.
(3) Imaging Experiments.
Glutathione Green stock solution in DMSO (5 mM) was added directly to the cell culture wells to reach the desired concentration. After 1 hour incubation at 37 o C, cells were subjected for imaging with an automated fluorescence microscope ImageXpress Micro (Molecular Devices). FITC Long Pass (ex 450-490 nm, em 515 nm) and Texas Red filters were used for fluorescence image acquisition. For tissues microscope images were acquired by an inverted fluorescence microscope Ti (Nikon) using DAPI, FITC and Texas Red filters. Green and red images were merged and red/green ratio was viewed using NIS Element software.
Proposed mechanism of the interaction between Glutathione Green and GSH.
The LCMS data indicated the molecular weight of the orange intermediate (1) and green product (2). Based on the spectrum property and MS data, we propose the reaction between Glutathione Green and GSH occured as shown in Scheme S1. It is known that furan ring can be opened under certain conditions. [1] The ring-open product (1) correlates with organge fluorescence and readily undergoes Michael addition by GSH to form the green product (2) ( Figure S7 ). However, due to the poor stability of the product in organic solvent, it could not be separated.
Scheme S1 Proposed scheme of Glutathione Green with GSH. Pseudo-first order reaction constant to Glutathione Green is 2.5 s -1 . 
